[Abstract] This protocol describes an effective method of in situ RT-PCR that was developed to localize specific gene expression directly in thin cross-sections of nematode feeding sites induced by the cyst nematode Heterodera schachtii (H. schachtii) or the root-knot nematode Meloidogyne incognita (M. incognita) in Arabidopsis roots using DIG (Digoxigenin-11dUTP) labeling coupled with AP (alkaline phosphatase) and nitro-blue tetrazolium/5-bromo-4-chloro-3'-indolylphosphate-based detection. This method is applicable to any other Arabidopsis root tissue.
[Abstract] This protocol describes an effective method of in situ RT-PCR that was developed to localize specific gene expression directly in thin cross-sections of nematode feeding sites induced by the cyst nematode Heterodera schachtii (H. schachtii) or the root-knot nematode Meloidogyne incognita (M. incognita) in Arabidopsis roots using DIG (Digoxigenin-11dUTP) labeling coupled with AP (alkaline phosphatase) and nitro-blue tetrazolium/5-bromo-4-chloro-3'-indolylphosphate-based detection. This method is applicable to any other Arabidopsis root tissue. Each step should be performed with 1 ml of buffer or ddH2O in a sealed Petri dish at 37 °C for 10 min.
Materials and Reagents

Arabidopsis roots
Note: Non-infected root fragments or root fragments containing feeding sites of H. schachtii (syncytia) or M. incognita (giant-cells embedded within galls
E. Reverse transcription 1. Transfer several sections into a PCR tube using a pipette (in ca. 11.5 µl ddH2O).
2. Add 0.5 µl 3' primer and 1.0 µl dNTPs and start the first step of the RT reaction: 65 °C for 5 min. In case of the negative control the polymerase will be omitted.
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G. Washing and detection
The following steps are carried out under the stereo microscope at room temperature (from step G5 in dark room with a weak source of light e.g. small table lamp). Short centrifugation could be necessary between each washing step to collect the sections at the bottom of the PCR tube. This procedure might prevent the accidental removal of tissue sections during several washing rounds. You might also check the discarded liquids for unintended removed sections after each washing step.
1. Wash the samples twice in 1x PBS buffer for 5 min. 
